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L929 (cycloheximide+ TNF induced) mouse cDNA library. 
Group 6, average insert length : 2000 bp. 


GAP 


Touchdown PGR using 
Mansense and Manantisense 


SENSE PRM 


C01E1/ 

1 pGAPZA ,rA^o'I(546) 
CYC1 TT^ 2884 bp jf-AOXI TT 
ANTISENSE PRM 


Y Manib lumenal domain 


\ 


lNot\ (1775) ZeoorT 


PEM7 


P TEF1 


X/70I (4) 


1)X/?o I/Wofi digest of 
vector and fragment 
'2)T4 DNA ligase 


GAP 


C0IEI 



Manlb lumenal 
domain ORF^ 


Notl{l) 
A0X1 TT 
PTEF1 


Mo\ (737) 
A'hol (799) 
//of I (811) 
A0X1 TT 


pGAPZ 
ManHDEL 
4643 bp y 


P EM7 
I- Zeocin 


A7jo 1(2873)-^ 


P EM7 



mManHDEL 
ORF 


A7/oI(3074) 



1) X/io UNot\ 

2) T4 ligase 

/Vc»/l(l) 

•A0X1 TT 
P TEF1 
P EM7 
Zeocin 
CYC1 TT 

C0IEI 


mMycManHDEL 

orf' 


A7»oI (3074) 


GAP 


■ CYC1 TT 
rColEI 

X 1)PCR using 
\ ManMycSense 
and Manantisense 

2) X/70 \/Not I 

3) T4 ligase 

hil{\) 

A0X1 TT 
PTEF1 
EM7 
Zeocin 
CYC1 TT 

C0IEI 



GAP 


Cloned via X/70 l/A/on in pPIC9 4' 
pPICQmManHDEL pPIC9mMycManHDEL 


FIGURE 2 


GAP 


Sp/;1(17) 


Colfel .. (pGAPZMFManHDEL] 
I 4622 bD 

Xbal (298) \ 


MFmanaseHDEL 
ORF 


PCR product containing 
3' cMyc tag 
306 bp 


CYC1 TT 

Zeocin 


■S/7/iI(1268) 
.JCba I (1539) 


P EM7 AOX1 TT 


MFManMycHDEL 
ORF 



/ ^Xba I (282) 


1) Sp/7 \IXba I 

2) T4 DNA ligase 


. M< 


GAP 


-A0X1 TT 

pGAPZMF ^ "^^f"" 
ManMycHDEL i—p EM? 
^ 4632 bp 



^)BstB\/Xba I 
2)T4 DNA ligase 


Col E1 


5' AOXI 



Col El 


CYC1 TT 
Zeocin' 



CYC1 TT\ 


Zeocin 
P EM7 

^MFManMycHDEL 
ORF 


. 5' A0X1 


L^BstBl (934) 
■ Xba 1 (1007) 


y A0X1 TT 

P TEF1 


FIGURE 3 


/ — ^ AOX1 TT 
P EM7 ^ '^^^^ 





FIGURE 4 



PDI 


Mannosidase- 
Myc-HDEL 


FIGURES 


Glucose units 


5 6 7 j§ 9 


10 11 12 13 



JIJUl 









1/J\JVA- -^.^^ ^ 


<^J[^A AjV. 


FIGURE 6 


Scan 


1 100 1200 1300 140O 1500 1600 1700 1800 1900 2000 2100 2200 2300 2400 2500 2600 


720C. 
540C. 
360C 
180C 
0 



Glp* Glc, Glc,. 



1 125 
75Q 
375j 
0 



DC 



160C 
120C 

80C. 

40C. 




u 


FIGURE? 


Hindin (387S)^\7)cl(l) 


pUC18PpOCH1 

R-i 3eoi fcc 



Hiiiii III (467) 

PIchia pastoris / 
GS115 0CH1ORF / 


pBLURA IX 
'ISSS bo 



PpURA3 


/Y/7el(3113) 



AOX1 P 


1) Hindlll/T4 Pol 

2) Xbal 


AOXI TT 
£coRI(2170) 

1 ) EcoRI/ T4 Pol 

2) Nhel 


T4 DNA liccse 


/ 


MI (237) 


pBLURA ^ 
5'PpOCH1 
-520 


5'part of P. pastorf3 
\ ^ OCH1 ORF - 

A0X1 TT 


~PpUFvA3 


FIGURE 8 


Pichia 0CH1 Genomic fragment 


Pichia OCH1 
//cql(l026) Sfi 1(1944) 


Partial OCH1 ORF 3'AOXI 

^PpURAS 

i 



Bsm 

/5'part of P pastoris 0CH1 ORF 


Full 0CH1, promoterless 

P (6464) 


Ncol (1026) Ncol (2884) ^ 



FIGURE 10 


3 4 5 6 7 8 9 10 11 12 13 14 15 16 17 



FIGURE 11 


GlsII Pichia expression vector pGAPZ(A)glsII 


GAP 



P//7 AI (2995) 
myc-tag/his6 


FIGURE 12 


Glsll Pichia expression vector pA0X2Z(A)glsII 


PTEF1 P^"^^ 



FIGURE 13 


GlslI Pichia expression vector pPICZ(A)glslI 


.myc-tag/his6 



TT 


Xho\{3302) A0X1P 


FIGURE 14 


GlslI Pichia expression vector pYPTlZ(A)glsU 


myc-tag/his6 

I..' Pin A\{m) 



TT 


P YPT1 


FIGURE 15 


Pichia expression vector pGAPADElglsH 
GAP 



myc-tag/his6 A0X1 TT 


FIGURE 16 


GlsII Pichia expression vector pA0X2ADElglslI 



myc-tag/his6 


FIGURE 17 


GlsU Pichia expression vector pPlCADElglslI 

1 



Amp R 


ADE 1 


FIGURE 18 


Gisll Pichia expression vector pYPTlADElglsII 


P YPT1 



myc-tag/his6 A0X1 TT 


FIGURE 19 


GlsII Pichia expression vector pGAPZ(A)glslli-lDEL 


GAP 


C0IEI 


CYC1 IX 


Zeocin 
P EM7 



.GLS2 


PTEF1 
5p/I(312l) 

A0X1 'tT / 
myc-tag/HDEL 


Sna Bl (2580) 


FIGURE 20 


GlsII Pichia expression vector pGAPADElglsIIHDEL 



GAP 


FIGURE 21 


Glucosidase II assay on commercially available alpha-glucosidase 
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Glucosidase II assay on heterologously expressed Pichia protein 
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